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SUPPLEMENTAL EXPERIMENTAL PROCEDURES
Plasmids
RVS167 was amplified by PCR using LHP1497 (Stamenova et al., 2004) as a template.
C-terminally 6xHis-tagged Rvs167 expression constructs were ligated in frame into pET30 (Novagen) using NdeI at the 5' end (removing the N-terminal 6xHis and S-tags) and EcoRI at the 3' end. Full length CMD1, cmd1-3 and cmd1-6 were amplified from yeast genomic DNA and ligated in frame into pGEX-6P-2 using BamHI and SalI sites. All additional CMD1 point mutants were generated by site directed mutagenesis (Landt et al., 1990) .
Endophilins A2 and B2 were amplified by PCR from their respective pET30 expression constructs and ligated into pEGFP-N1 using NheI and AgeI sites. Mouse calmodulin was amplified from mouse brain cDNA and ligated in pmCherry-N1 (Clontech) using NheI and AgeI sites. RVS167 mutants generated in pET30 were amplified by PCR and the resulting fragments were co-transformed into rvs167::URA3 cells with pRS315 (LEU2). Leu+ transformants were replica plated onto YPD plates containing 5-FOA to select for loss of
URA3. Mutations were verified by PCR amplification and DNA sequencing.
With the exception of Cmd1-GFP, C-terminally tagged versions of Rvs167, Cmd1, Abp1 and Mup1 expressed from the endogenous loci were generated by homologous recombination (Longtine et al., 1998) . Cmd1-GFP was similarly engineered, but sequences encoding a 5x glycine-alanine repeat were introduced into the PCR primer to generate a linker between the C-terminus of Cmd1 and the N-terminus of GFP.
CMD1::URA3, cmd1-3::URA3 and cmd1-6::URA3 were integrated into the endogenous
CMD1 locus by homologous recombination.
Protein Expression and purification E. coli BL21 (DE3) containing pET30 or pGEX-6P-2 expression constructs were grown in LB to a density of ~0.8 OD 600 at 24-37°C. Cultures were induced with 100 mM isopropyl β-D-1-thiogalactopyranoside (IPTG) for 16-18 hours at 15°C. To prepare Rvs167, calmodulin and mammalian BAR domain containing bacterial cell lysates, cell pellets were resuspended in B2G (50 mM Tris, pH 7, 150 mM NaCl, 5% glycerol) containing protease inhibitor cocktail (PIC;; Sigma), and cells were lysed by sonication (2 x 15 seconds at 30 mA). Cellular debris was pelleted by centrifugation for 10 minutes at 20,000 x g at 4°C. For experiments performed in the presence of Triton X-100, the detergent was added to lysates to a final concentration of 0.5% and incubated on ice for 5 minutes prior to centrifugation.
To purify Rvs167, lysates were prepared in HSB2G0.5% (B2G with 600 mM NaCl and 0.5% Triton X-100) plus PIC. Lysates were incubated with TALON beads (Invitrogen) for 30 minutes at 4°C. Beads were washed with HSB2G0.5% and bound proteins were eluted from the beads with 500 mM imidazole in HSB2G0.5%. Excess salt and imidazole were removed from the eluted proteins by buffer exchange into B2G0.5% (B2G with 0.5% Triton-X-100) using Zeba spin columns (Pierce/Thermo Scientific).
GST-tagged calmodulin beads were prepared by incubating bacterial lysates containing GST fusions with glutathione-sepharose (GE Healthcare) for 30 minutes at 4°C. Beads were washed with B2G0.5% and resuspended in B2G0.5% plus PIC. To remove the GST tag, GST-calmodulin beads were incubated overnight in B2G0.5% containing 1 mM DTT and 20 units prescission protease (GE Healthcare) at 4°C. Triton X-100 and DTT were removed by buffer exchange into B2G using Zeba spin columns.
Coimmunoprecipitations
Cells were grown overnight at 24 or 30°C in YPD to a density of 0.4-2 OD 600 , collected by centrifugation and converted to spheroplasts as previously described (Yeung et al., 1999) . Spheroplasts were resuspended in 0.2 mL B2 (B2G without glycerol) containing PIC and disrupted by agitation with glass beads for 3 x 5 seconds. The lysate was mixed with 0.8 mL of B2 + PIC and Triton X-100 was added to a final concentration of 0.5%.
Lysates were incubated 10 minutes on ice, then subjected to centrifugation at 20,000 x g for 10 minutes at 4°C. Lysates were precleared with protein-A-sepharose (GE Healthcare) or mouse-IgG-Agarose (Sigma) for 30-60 minutes at 4°C then incubated with either α-Rvs167 serum (NZW562) or affinity purified GFP antibodies bound to protein-A-sepharose or with α-FLAG M2 affinity agarose (Sigma) for 0.5-16 hours at 4°C. Beads were washed with B2 plus 0.5% Triton-X-100, resuspended in sample buffer, and bound proteins were eluted by incubating at 100°C. containing 4 mg/mL LY and incubated for 1.5 hours at 30°C. Washes, imaging and quantitation were performed as described above.
For BAPTA [1,2-bis(o-aminophenoxy)ethane-N,N,N',N'-tetraacetic acid] experiments, cells were grown to 0.1-0.2 OD 600 in SD at 30°C. Cells were incubated in the presence or absence of 2 mM BAPTA with or without 8 mM CaCl 2 for 2.5 hours at 30°C. Cells were collected by centrifugation, resuspended in SD ± BAPTA ± CaCl 2 containing 4 mg/mL LY and incubated for 1.5 hours at 30°C. Washes, imaging and quantitation were performed as described above.
Mup1-GFP Uptake
Strains were grown to 0.2-0.4 OD 600 at 30°C in SD-methionine. Cells were incubated for 45 minutes at 30°C in the presence or absence of 20 ug/mL methionine, collected by centrifugation, resuspended in PBSNN and imaged by confocal microscopy. Internal and total fluorescence were determined as above.
K28 killer toxin assay
Yeast strains grown to 0.4-0.6 OD 600 in YPD were spread as a lawn on solid YPD media, and serial dilutions of K28 toxin were spotted on the lawn. Plates were incubated at room temperature and monitored for growth after 52 hours.
COS7 Cell Culture and Transfections
COS7 cells were maintained in Dulbecco's Modified Eagle Medium (Invitrogen) containing 10% fetal bovine serum, penicillin, streptomycin, glutamine and 10 mM HEPES, pH 7.1. Cells grown on coverslips were transfected using calcium phosphate (Kingston et al., 2003) . 48 hours following transfection, cells were fixed by treatment for 20 minutes at room temperature with 3% paraformaldehyde in PBS and allowed to air dry. Coverslips were mounted onto glass slides using Vectashield Mounting Medium 
